The enantiomeric distribution and profile of volatiles in plants, which affect the biological and organoleptic properties, can be varied depending on extraction methods as well as their cultivars. The secondary volatile components of the needles of three conifer cultivars (Chamaecyparispisifera, Chamaecyparisobtusa, and Thujaorientalis) were compared. Furthermore, the effects of three different extraction methods-solid-phase microextraction (SPME), steam distillation (SD), and solvent extraction (SE)-on the composition and enantiomeric distribution of those volatiles were elucidated. Monoterpene hydrocarbons predominated in all samples, and the compositions of sesquiterpenes and diterpenes differed according to the cultivar. In particular, the yields of oxygenated monoterpenes and sesquiterpenes were greatest for SD, whereas those of sesquiterpenes and diterpenes were highest for SE. On the other hand, more monoterpenes with higher volatility could be obtained with SPME and SD than when using SE. In addition, the enantiomeric composition of nine chiral compounds found in three cultivars differed according to their chemotype. There were also some differences in the yielded oxygenated monoterpenes and sesquiterpene hydrocarbons, but not monoterpene hydrocarbons, according to the extraction method. These results demonstrate that the extraction methods used as well as the cultivars influence the measured volatile profiles and enantiomeric distribution of coniferous needle extracts.
Introduction
Chamaecyparispisifera (CP), Chamaecyparisobtusa (CO), and Thujaorientalis (TO) conifers belonging to the Cupressaceae family are distributed mainly in Korea, Japan, and North America [1] [2] [3] . Members of the Cupressaceae family are all evergreen trees with similar needle-like leaves and a white stomatal line [4] , and they are well known for their distinct aroma and for emitting phytoncides, which are antimicrobial volatile compounds [5] . The essential oil of the Cupressaceae species is used in a wide variety of products such as timber, infused tea, crude drugs, aromatherapy, deodorants, antioxidants, and antibacterial agents because of their specific aroma active compounds.
The secondary metabolites produced by the Cupressaceae family are mainly terpenes, such as α-pinene, β-pinene, and γ-terpinene [3, 6] , and these terpenes exhibit various biological activities, including antioxidant, anti-inflammatory, and anti-cancer properties. In general, plants with high monoterpene content are used for antioxidant and antibacterial agents, whereas those with high oxygenated terpene content are more effective as deodorants [1] . Moreover, the biological activities of those terpenes vary depending on their optical configuration, with their chirality influencing their threshold values [7] [8] [9] . The ratio of enantiomers can be used to evaluate the quality of foods and beverages with respect to their origin [10] , manufacturing processes such as fermentation, drying, roasting, and alkali treatment, and aging during the shelf life [11] . For instance, (R)-(+)-limonene, which is a monoterpene hydrocarbon that is usually found in citrus peel oils [7, 9] , affects the nervous system, inducing increased systolic blood pressure, and subjective alertness and restlessness [6] , and has stronger antibacterial and antifungal properties than (S)-(´)-limonene [6] . It is perceived as a fresh citrus and orange-like odor, with an odor threshold value of 200 ppb. Conversely, the (S)-(´)-isomer is described as having a harsh and turpentine-like note, with an odor threshold value of 500 ppb [12, 13] . The enantiomeric distribution of volatile compounds has been developed with the recognition of enantio-differentiation as an important factor in those biological and organoleptic properties [14] [15] [16] . Accordingly, the investigation on the volatile profiles of the Cupressaceae family and the enantiomeric distribution of volatile compounds is crucially important to predict the biological activities depending on the Cupressaceae species.
Solid-phase microextraction (SPME) and solvent extraction (SE) are the predominant methods used in many studies to extract the volatile compounds [16] [17] [18] [19] . SPME is particularly efficient for extracting highly volatile aroma compounds and can easily be used for sample preparation without requiring a solvent [20] . On the other hand, SE is dependent upon the solubility of the solvent and cannot avoid extracting non-volatile compounds such as fat, wax, and pigments, in addition to volatile compounds [21] . Steam distillation (SD) has been widely used for the analysis of essential oils [22] [23] [24] , but some loss of water-soluble compounds does occur, and heat-labile compounds can be degraded during this process [22] . Accordingly, both the enantiomeric distribution and the profile of volatiles can be affected by the extraction method. However, there have been few investigations of how the enantiomeric distribution varies with the extraction method. Therefore, the aim of the present study was to determine the effects of three different extraction methods on volatiles and their enantiomeric distribution from the Cupressaceae family.
Results and Discussion

Differences of Volatile Compounds in Coniferous Needles According to the Extraction Methods
The variation in volatile compounds in coniferous needles with the cultivars was determined by analyzing the volatiles of three different coniferous needle samples using GC-MS and quantified using the internal standard method (Tables 1-3 ). In total, 114, 104, and 106 volatile compounds were found in CP, CO, and TO. The predominant compounds in all samples were terpenes, comprising monoterpenes (C10), oxygenated monoterpenes, sesquiterpenes (C15), oxygenated sesquiterpenes, and some diterpenes (C20). The profiles of terpenes were similar across cultivars, but their relative contents differed markedly according to cultivar (Table 2) . Retention indices (RI) were determined using n-paraffins C 7 -C 22 as external standards on Cyclodex-B column; 2 All volatile compounds, positively identified by matching mass spectrum and retention index with those of an authentic standard, are listed by the order of their RI in a chemical class; 3 Volatile compounds were calculated with the relative peak ratio of their peak areas to that of internal standard (n = 3)˘standard deviation; 4 Identification of volatiles was performed requiring the following criteria: A, mass spectrum and retention index were consistent with those of an authentic standard (positive identification); B, mass spectrum and retention index were consistent with those of literatures [6, 20, 25] ; C , mass spectrum was consistent with that of Wiley 7n spectral database (Agilent Technologies) or by manual interpretation (tentative identification); 5 Difference letters mean significant differences (p < 0.05) between three different needle samples according to three different cultivar species or extraction methods by Duncan's multiple range test; 6 nd = not detected; 7 CAS Registry number. Retention indices (RI) were determined using n-paraffins C 7 -C 22 as external standards on Cyclodex-B column; 2 All volatile compounds, positively identified by matching mass spectrum and retention index with those of an authentic standard, are listed by the order of their RI in a chemical class; 3 Volatile compounds were calculated with the relative peak ratio of their peak areas to that of internal standard (n = 3)˘standard deviation; 4 Identification of volatiles was performed requiring the following criteria: A, mass spectrum and retention index were consistent with those of an authentic standard (positive identification); B, mass spectrum and retention index were consistent with those of literatures [6, 20, 25] ; C , mass spectrum was consistent with that of Wiley 7n spectral database (Agilent Technologies) or by manual interpretation (tentative identification); 5 Difference letters mean significant differences (p < 0.05) between three different needle samples according to three different cultivar species or extraction methods by Duncan's multiple range test; 6 nd = not detected; 7 CAS Registry number. Retention indices (RI) were determined using n-paraffins C 7 -C 22 as external standards on Cyclodex-B column; 2 All volatile compounds, positively identified by matching mass spectrum and retention index with those of an authentic standard, are listed by the order of their RI in a chemical class; 3 Volatile compounds were calculated with the relative peak ratio of their peak areas to that of internal standard (n = 3)˘standard deviation; 4 Identification of volatiles was performed requiring the s following criteria: A, mass spectrum and retention index were consistent with those of an authentic standard (positive identification); B, mass spectrum and retention index were consistent with those of literatures [6, 20, 25] ; C , mass spectrum was consistent with that of Wiley 7n spectral database (Agilent Technologies) or by manual interpretation (tentative identification); 5 Difference letters mean significant differences (p< 0.05) between three different needle samples according to three different cultivar species or extraction methods by Duncan's multiple range test; 6 nd = not detected; 7 CAS Registry number.
A total of 64, 60, and 68 volatile compounds were identified from CP, CO, and TO using SPME, respectively. Among the terpenes, monoterpenes were the most abundant volatile compound. The dominant compounds in the needles were (+)-α-pinene (mh4), β-myrcene (mh6), δ-3-carene (mh14), and (´)-bornyl acetate (mo23) in CP; β-myrcene (mh6), (+ or´)-sabinene (mh7), (+)-limonene (mh18), (´)-bornyl acetate (mo23), terpinenyl acetate (mo27), and stachene (dh3) in CO; and (+)-α-pinene (mh4), δ-3-carene (mh14), (´)-β-phellandrene (mh19), and (´)-caryophyllene (sh13) in TO.
The essential oils of CP, CO, and TO comprised 64, 62, and 75 volatile compounds, respectively. The SD method indicated that the most abundant volatiles in CP and TO were monoterpenes, whereas there was a greater proportion of oxygenated monoterpenes than monoterpenes in CO. The major monoterpenes were mh4, mh6, mh14, and mo23 in CP; mh7, mh18, mo23, mo27, dh3, and elemol (so2) in CO; and mh4, mh14, mh19, mo27, α-humulene (sh20), and spathulenol (so5) in TO.
Application of the SE method yielded 68, 75, and 70 volatile compounds in CP, CO, and TO, respectively. The most abundant volatiles were monoterpenes in both CP and CO, while the most abundant were diterpenes in TO. The predominantly detected volatiles were mh4, mh6, mo23, dh3, eudesma-4(14),11-diene (sh40), and α-phellandrene (mh13) in CP; mo27, so2, dh3, and rimuen (dh1) in CO; and mh4, mh13, mh19, sh13, sh20, and so5 in TO. The major volatile compounds in each cultivar, regardless of the method of extraction, were mh4 and mh6 in CP, mo27 and dh3 in CO, and mh4 and mh19 in TO.
The other volatile components, such as acids, alcohols, benzenes, ketones, aldehydes, esters, and hydrocarbons, were determined to be minor compounds in all samples. Among these, C6 alcohols and carbonyls such as 3-hexen-1-ol (al3), 2-cyclohexen-1-ol (al4), 2-cyclohexen-2-ol (al5), hexanal (c2), 2-methyl-2-pentenal (c3), 2-hexenal (c4), and 2,4-hexadienal (c5) were detected in the samples.
The major constituents obtained were similar for SPME and SD, while those obtained with SE differed significantly from the other two methods. The predominant volatiles in all samples were monoterpene hydrocarbons. In addition, the compositions of sesquiterpenes varied markedly among the three needle samples, although the contents were relatively low compared with monoterpenes in all samples. In this study, the major sesquiterpenes were sh40 in CP; so2 in CO; sh13 in TO. Also, the relatively high contents of β-cedrene (sh9) and sh20 were determined in TO. On the other hand, (+)-β-caryophyllene (sh14) was detected and positively identified using an authentic standard compound in this study. According to the previous studies, this unusual (+)-β-caryophyllene occurred in Pellia endiviifolia, P. epiphylla and Metzgeria conjugate [12, 17] . In CO and TO, (+)-β-caryophyllene was found with its isomer, α-humulene (sh20) [26] . Among oxygenated sesquiterpenes, elemol (so2) having green odor was largely detected [21, 22] .
After determining the volatile compounds based on cultivars, the three different extraction methods (SPME, SD, and SE) were compared to elucidate the influence of extraction method on the volatile profiles (Tables 1-3 ). Prior to GC-MS analysis, it is usually necessary to prepare the samples using methods such as extraction and concentration in order to obtain more purified extracts. In addition, it is important to eliminate any interfering matrix to improve the detection limits for the specific compounds [25] . This has prompted the development of several extraction methods for sample preparation [16, 20] . The volatiles extracted by the three extraction methods differed significantly not only with respect to their profiles, but also in their contents (Tables 1-3) .
With regard to the extraction conditions, the profiles and contents of volatiles extracted using SD differed significantly compared to the other two methods, possibly due to the use of high temperatures. More oxygenated monoterpenes were included in the essential oils extracted using SD (CP, 12.68%; CO, 31.33%; TO, 7.29%) than in those extracted using SPME (CP, 10.88%; CO, 13.66%; TO, 3.81%) or SE (CP, 10.66%; CO, 8.44%; TO, 5.25%). Also, oxygenated sesquiterpenes having high molecular weights were detected in the essential oils extracted using SD or SE. However, those were absent in extracts by the SPME method. Previous studies have shown that long-term exposure to high temperatures can cause oxygenation of unsaturated sesquiterpene hydrocarbons during SD [27] , although the use of higher temperatures (of 70˝C and 90˝C) provides better extraction of oxygenated sesquiterpenes (relative to lower temperatures of 25˝C and 35-50˝C) by enhancing the volatility of compounds [28] .
There was less sabinene hydrate (mo4), which is unstable, and more mo15 in distillates of CP and CO than in that of TO. This could be explained by (-)-4-terpineol being thermally transformed from sabinene hydrate during SD at high temperatures [19] . Linalool (mo5) could be formed by the thermal degradation of linalyl acetate (mo12) during SD [1]; however, significant thermal transformation from mo12 to mo5 was not observed in the present study.
On the other hand, the profiles of volatiles obtained in SPME could be affected by both molecular weight and polarity-which are highly related to compound volatility-affecting the adsorption of volatiles on fibers in the headspace [27] . SPME can be a useful tool for analyzing volatile compounds in various food matrices and plants relatively easily without using any solvent and be considered as complementary to other extraction methods such as SE and SD, focusing on highly volatile compounds [27] [28] [29] . In the present study, oxygenated sesquiterpenes with relatively high molecular weights (with the exception of so4 and so16) were detected in the extracts yielded by both SD and SE, but absent in that yielded by SPME (Table 3 ). Furthermore, highly volatile compounds such as monoterpene hydrocarbons were yielded mainly by SPME and SD, whereas more sesquiterpenes and diterpenes were found following SE. These results could be explained based on the findings of the Richter and Schellenberg study [19] , which demonstrate that the volatility of compounds is a critical factor for SPME and SD, and that the SE method can be influenced by the solubility of volatiles in their solvent system.
Enantiomeric Distribution of Terpene Isomers
Enantiomeric configuration and ratio are important in terms of organoleptic and biological properties [8, 29] . Also, the enetiomeric distribution could be effectively applied to the recognition of honey authenticity [30] . In the present study, the optical isomers were separated into individual components at different chromatographic retention times using an enantioselective column. In particular, the following nine compounds were determined as enantiomeric isomers using a Cyclodex-B column: α-pinene, sabinene, limonene, β-phellandrene, 4-terpineol, bornyl acetate, γ-muurolene, caryophyllene, and γ-curcumene. Chirality was identified for all of these enantiomers except for sabinene, γ-muurolene, and γ-curcumene, using authentic chiral standards or retention indices. All (S)-(´)-isomers identified using Kovats retention index and/or positive identification were eluted prior to their corresponding (R)-(+)-isomers.
The enantiomeric distribution of the nine chiral compounds in the three cultivars differed according to their chemotypes and according to the extraction method used with respect to the contents of oxygenated monoterpenes and sesquiterpene hydrocarbons, but not monoterpene hydrocarbons ( Table 4 ).The enantiomers of monoterpene hydrocarbons were (´)-α-pinene (mh3), (+)-α-pinene (mh4), (+ or´)-sabinene (mh7), (+ or´)-sabinene (mh10), (´)-limonene (mh17), (+)-limonene (mh18), (´)-β-phellandrene (mh19), and (+)-β-phellandrene (mh20). In all cultivar samples, the predominant isomer of α-pinene was expressed as the (+)-configuration (mh4). Its enantiomeric excess was high in all samples, with the highest optical purity being observed for CO. Both mh7 and mh10 were only detected in CO and TO. Unfortunately, enantiomers of sabinene could not be positively identified based on the authentic chiral standard compounds used, and hence the predominant chirality could not be determined. The enantiomeric excess value of sabinene was 100%in CO, while it was below 50% in TO regardless of the extraction method. Furthermore, the optical configuration of limonene was not affected by the extraction method in all samples investigated, and a higher enantiomeric excess value was observed in CO for (+)-isomer (91.52%-97.48%). The chiral activities of limonene, which is one of the major compounds in Anethum sowa, have been studied for psychological effects such as antibacterial and antifungal properties. (R)-(+)-Limonene induced an increase in systolic blood pressure with subjective alertness and restlessness of the nervous system, whereas inhalation of (´)-isomer led to increased systolic blood pressure with no effects on psychological activity [8] . In terms of their odor properties on configuration, (+)-limonene is associated with the orange citrus odor of the Citrus species, while its (´)-isomer gives off the minty odor note of the Mentha species [25] . Zawirska-Wojtasiak and Wasowicz found that the enantiomeric ratios of chiral monoterpene hydrocarbons such as α-pinene, camphene, β-pinene, and limonene did not differ significantly between using SD and SPME [29] . Consistent with that study, the enantiomeric excess values of α-pinene and limonene in all cultivar samples in this study were not affected by the extraction method used. On the other hand, in the present study, the enantiomer distribution of β-phellandrene in CP differed between SD and SE. Interestingly, β-phellandrene was present as the (+)-form with low optical purity in the essential oils from CO, whereas the predominant isomer was the (-)-form in the other samples studied. Consequently, the differences of enantiomeric excess for monoterpene hydrocarbons, except for β-phellandrene, in three coniferous needle samples were not influenced by extraction methods. The enantiomeric isomers separated on Cyclodex-B column; 2 The enantiomer excess (e.e, %) = ((predominant enantiomer´minor enantiomer)/(predominant enantiomer + minor enantiomer))ˆ100; 3 Confgn. = The optical configuration of predominant enantiomer as following criteria: +, (+)-isomers identified by authentic chiral standard or retention index;´, (´)-isomers identified by authentic chiral standard or retention index; +/´, were identified without distinction of chirality; 4 nd = not detected.
Unlike monoterpene hydrocarbons, the enantiomeric excess of oxygenated monoterpenes (e.g., (´)-4-terpineol (mo15), (+)-4-terpineol (mo16), (´)-bornyl acetate (mo23), and (+)-bornyl acetate (mo24)) in samples differed among the three extraction methods. In CP and TO, the optical purity of 4-terpineol was diminished when SD and SE were applied. Moreover, the enantiomeric excess of bornyl acetate in all samples was slightly reduced in extracts with SD or SE. Regarding the extraction conditions, differences in the enantiomeric excess of oxygenated monoterpenes have also been found in previous studies of the enantiomeric distribution [11, 30] . According to a previous study, partial or total racemization could occur depending upon the temperature and pH value of the medium, and, in particular, the neutral medium (pH 6.9 and pH 6.3) keeps their strong enantiomeric excess unchanged [30] . Also, the enantiomeric distribution of distilled lime oils showed similar results in 4-terpineol and α-terpineol as well as linalool, possibly due to acid-catalyzed reaction [31] . Thus, acidic or thermal conditions and rearrangements during SD or SE can cause the racemization of oxygenated monoterpenes. In the present study, the relatively reduced enantiomeric excess of 4-terpineol and bornyl acetate with SD and SE may have been due to the occurrence of thermally induced rearrangements.
A higher enantiomeric excess was observed for sesquiterpenes in SD: (+/´)-γ-muurolene (sh10 and sh12 in CO), (+/´)-caryophyllene (sh13 and sh14 in both CP and CO), and (+/´)-γ-curcumene (sh16 and sh19 in both CP and TO). The enantiomeric excess of sh10 and sh12 in all samples was decreased with SE relative to SD and SPME, while that in the essential oil of CO exhibited strong purity, with an enantiomeric excess value of 100. The enantiomeric excess values of sh13 and sh14 in CP and CO were higher for SD than for either of the other two extraction methods. Interestingly, the predominant enantiomer of caryophyllene was expressed as the (+)-form only in the extracts of CO, unlike that in extracts from the other samples. Consequently, the enantiomeric excesses of sesquiterpenes in all cultivar samples were influenced by extraction methods. That is, the change of enantiomeric ratio and configuration by extraction method could be used to evaluate biological and organoleptic properties. (+ or´)-γ-Curcumene (Sh16) and (+ or´)-γ-curcumene (sh19) were only detected in both CP and TO when using SPME and SD. The enantiomeric excess values of γ-curcumene with SPME were 52.10% and 51.40% in CP and TO, respectively, while that with SD was 100% for both CP and TO. The occurrence of both enantiomers of sesquiterpenes has not been widely reported [17] , because it is labile and prone to rearrangement [32] . Isomeric sesquiterpenes are formed from germacrene enantiomers through thermal, photochemical, or acid-catalyzed rearrangements [32] . Furthermore, unstable sesquiterpenes are expected to form from single enantiomers by isomerization or rearrangement during SD [32] . Therefore, the increased enantiomeric excess of γ-muurolene, caryophyllene, and γ-curcumene found in the present study could be due to the lability of sesquiterpenes.
Experimental Section
Plant Materials
Needles of conifer (Chamaecyparispisifera, Chamaecyparisobtusa and Thujaorientalis), which were cultivated in Jeollanam-do and Chungcheongbuk-do, Korea in 2012 and 2013, were harvested at the fruiting stage. All needle samples were transported after cutting several branches off the tree. Then, the green branchlets were chopped from the woody twigs. They were fresh frozen and stored at´70˝C in a deep freezer prior to the extraction of volatile compounds.
Chemicals
The volatile compounds which were used for positive identification were purchased from Sigma-Aldrich (St. Louis, MO, USA), except for α-terpineol, which was supplied by Wako Pure Chemical Industries (Osaka, Japan) and Samchun Chemical (Ansan, Gyeonggi-do, Korea), respectively. Dichloromethane was obtained from JT Baker Chemical Co. (Phillipsburg, NJ, USA). CO; Thujaorientalis, TO). Each volatile compound was positively identified by comparing both its mass spectral data and retention index with those of an authentic standard. When authentic standards were not available, each volatile compound was tentatively identified by comparing with computer library (Wiley 7n.L) (Hewlett-Packard Co., Palo Alto, CA, USA, 1995) and Kovats retention index (RI) value in the literature [16, 33, 34] . The RI values were calculated with n-alkane (C7-C22) as external standards. Volatile compounds were quantified with an internal standard method which was calculated with the relative peak ratio of their peak areas to that of internal standard. All experiments were performed in triplicate and results were presented as average˘standard deviation of in dependent triplicate data.
Assessment of Enantiomeric Excess
Enantiomeric excess, a measure of optical purity, was calculated as follows [12, 16] ; enantiomer excess pe.e, %q " ppredominant enantiomer´minor enantiomerq ppredominant enantiomer`minor enantiomerqˆ1 00
The excess of predominant enantiomer was present with its configuration. The enantiomeric excess value of 100 indicates high purity of the single enantiomer, contrary to that of 0 for racemates.
Statistical Analyses
Analysis of variance (ANOVA) was performed with general linear model procedure in SPSS (version 12.0, Chicago, IL, USA) to evaluate significant differences of volatile compounds in samples. Post-hoc analysis was determined using Duncan's multiple comparison test (p < 0.05).
Conclusions
The contents and composition of volatiles in the three cultivars were investigated by three different extraction methods and they were significantly affected by both the cultivars and the extraction method used. In particular, oxygenated monoterpenes and oxygenated sesquiterpenes were determined in high abundance following SD, possibly due to the oxygenation of unsaturated terpenes. Most diterpenes in all samples were detected following extraction by SD or SE, respectively, with stachene (dh3) being the major diterpene hydrocarbon. Monoterpene hydrocarbons with high volatility were more readily detected by SPME than by SE. These observations indicate that the extraction method used influenced the measured volatile profiles of our samples. Furthermore, in the present study, the various effects of the three extraction methods on enantiomeric distribution have been explained in terms of enantiomeric excess. The enantiomeric purity of oxygenated monoterpenes tended to be relatively reduced when using SD and SE, whereas that of sesquiterpene hydrocarbons tended to be relatively increased when using SD; these differences in purity of the constituents of pine needle extracts could affect the biological and organoleptic properties of the volatile compounds obtained from there. Therefore, the changes in enantiomeric distribution according to extraction methods should be considered when applied to the evaluation of organoleptic and biological activities as well as the authenticity and adulteration of plants and their products. The extraction method with its minimal change would be most appropriate in terms of natural identical properties.
